Fig. S2. Rabaptin-5 regulates cargo sorting and melanocyte pigmentation. (A)
Schematic diagram of conserved domains in three Rab4A-Rab5A-shared effectors. CC, coiled-coiled domain (blue); FYVE, PI3P binding domain (light red); RUN, Rab4 and Rab5 binding domains are shown separately. Rabip4 is the shorter isoform of Rabip4'. (B, D) BF and IFM analysis of Rabaptin-5-knockdown cells (sh-1 and sh-2) or mCherry-Rabaptin-5 expression in Rab4A-depleted melanocytes. Black arrows indicate the loss in pigmentation and arrowheads point to the cargo localization to lysosomes or melanosomes. The colocalization efficiency (r) between the proteins was indicated separately. Nuclei are stained with Hoechst33258. The insets are a magnified view of the white boxed areas. Scale bars: 10 µm. (C) Immunoblotting analysis of melanosomal and lysosomal proteins in knockdown cells and the tubulin used as a loading control. P1 and Mβ, full length and processed PMEL bands. *, non-specific bands. Protein band intensities were quantified and indicated on the gels. for studying the interaction with adaptor proteins. Conserved adaptor binding motifs in the protein sequence were underlined. The Y2HGold yeast strain was transformed with respective bait (cargo tails) and prey (AP-3 or AP-1 subunits) plasmids as shown in the figure and the transformants were selected and spotted on Y2H reporter activity plates. Self-activation of the plasmids was shown separately and the empty vectors were used as negative control (not shown) in the assay. (E) BF and IFM analysis of wild-type and AP-3-deficient melanocytes. Arrow indicates hypopigmentation of AP-3-deficient (AP-3 -) melanocytes. Arrowheads point to the cargo localization to lysosomes. Nuclei are stained with Hoechst33258. The insets are a magnified view of the white boxed areas. The Pearson's coefficient (r) between the two markers was indicated separately (mean±s.e.m.). Scale bars, 10 µm. Immunoblotting analysis of PMEL fibrils and the proteins both in cell lysates and exosomes released by AP-3cells. Tubulin and HSP90 or GAPDH were used as a loading control for cell lysates and exosomes respectively. P1/P2 and Mβ, full length/glycosylated ER-form and processed PMEL bands. *, non-specific bands. Protein band intensities were quantified and indicated on the gels. hRab3A sh 5'-GACCATCTATCGCAACGACAA-3' hRab4A sh 5'-ACCTACAATGCGCTTACTAAT-3' hRab4B sh 5'-CGCACTATCCTCAACAAGATT-3' hRab5A sh 5'-GGCAAGCAAGTCCTAACATTG-3' hRab5B sh 5'-GCAGATGACAACAGCTTATTG-3' hRab5C sh 5'-CATCACCAACACAGATACATT-3' hRab7A sh 5'-ATGGATAAATTGCCGTTATTT-3' hRab11A sh 5'-ATCATGCTGATAGTAACATTG-3' 100 Table S2 . List of retroviral shRNAs (specific to mouse, m) and their target sequence ShRNA Target sequence mRab4A sh-1 5'-AAATGTCGGTGGTAAATATGT-3' mRab4A sh-2 5'-AAGAGAATGAGCTGATGTTCC-3' mRabenosyn-5 sh-1 5'-GACCCAAGGATATGAATCATT-3' mRabenosyn-5 sh-2 5'-CCTCCCAGTTAAAGGAAGTAA-3' mRabip4 sh-1 5'-GGTCTCTATGGAGTCATCTCCTCTA-3' mRabip4 sh-2 5'-CCTCAAACATGGGCTGAAA-3' mRabaptin-5 sh-1 5'-TTGCCACAGTCTCTGAGAATA-3' mRabaptin-5 sh-2 5'-TCAAGCGGAACAGTGTTTAAA-3' mKIF3A sh-1 5'-CCAAAGACATTTACTTTCGAT-3' mKIF3B sh-2 5'-CCATTGGAAATTACATCCTAT-3' Table S4 . List of yeast two-hybrid (Y2H) constructs used for protein-protein interaction Bait plasmids Prey plasmids pGBKT7 (empty vector control) pGBKT7 -hPMEL 623-668 pGBKT7 -hCD63 227-238 pGBKT7 -hLAMP-1 406-417 pGBKT7 -mTYR 502-533 pGADT7 (empty vector control) pGADT7 -AP-3(δ) pACT2 -AP-3(µ3) pGADT7 -AP-3(β3A) pGADT7 -AP-3(β3A-hinge) pGADT7 -AP-1(γ) pACT2 -AP-1(µ1)
